S2
: Chemical shift perturbations upon formation of RING:Ube2g2~Ub* and Ube2g2~Ub* when of hydrophobic patch defective mutants are used as the donor ubiquitin. A) Ub*V70A B) Ub*I44V C) Ub*L8A and D) Ub*I44A S15 Figure S2 : 15N-1H TROSY HSQC spectra showing gp78-RING binding to Ube2g2 (200 µM). gp78-RING concentrations are as follows; black ( 0 µM), Red (125 µM), Green (500 µM) and Orange (1000 µM).
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Figure S3: RING activated Ube2g2 function is abrogated by mutations in the hydrophobic patch of a thioester-linked donor ~Ub moiety. 20 µM Ube2g2 is charged with either Ub-K48R or Ub-K48RL8AI44A as ubiquitin donors by addition of 50 nM E1, 4 mM ATP and 10 mM Mg++. The reaction is quenched with 50 mM EDTA followed by addition of 200 µM ubiquitin. Diubiquitin formation was monitored both in the absence and presence of 10 µM gp78-RING (lanes c-h and i-n, respectively). Note that EDTA does not completely quench the charging reaction and so some background diubiquitin formation is observed. Figure S4 : A ubiquitin V70A mutation does not rescue Ube2g2 activity for a donor ubiquitin bearing a L8AI44A (UbX) mutation. Diubiquitin formation was followed between the indicated donor ubiquitin and an acceptor ubiquitin bearing an additional aspartate residue on its C-terminus (UbD77). The reaction was carried out at 100 µM concentration for both donor and acceptor ubiquitin molecules upon addition of E1 (0.1 µM) to a cocktail of Ube2g2 (20 µM), gp78-RING (50 µM), 4 mM ATP and 10 mM Mg++ in 50mM MOPS buffer pH 7.
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